Messenger
RNA was isolated from rat preputial glands by guanidine HCl extraction, ethanol and salt precipitation, followed by chromatography on oligo(dT) cellulose.
Double-stranded cDNA was synthesized from the mRNA and inserted into the Pst 1 site of the plasmid pBR322 by the poly(dG).poly(dC) tailing and annealing procedure.
The hybrid plasmids were used to transform E. coli HBlOl. to the 3' ends of the double-stranded cDNA (11) during a 5 min incubation at 37OC.
In a similar manner, 10 dGMP residues were added to the 3' ends of Pst l-cut pBR322 during a 10 min incubation at 37OC. The reactions were terminated by addition of EDTA to 25 mM, extracted with an equal volume of phenol-chloroform (l:l), and the extracts passed through Sephadex G-100 (0.6 x 12.5 cm column) in 0.1 M NaCl, 10 mM Tris, pH 7.5, 0.2 mM EDTA. Equimolar amounts of tailed plasmid and double-stranded cDNA were mixed, heated to 650C for 3 min, and allowed to anneal slowly during an initial incubation for 2 hrs at 45'C followed by a slow cooling to room temperature. 
